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UV^— * — : 260nm 

Lfco HPLC-Cti, *y =f**W?-K9 (i8^^r-A9: TOf 4) 

tiSU O if - ^ L tli $ ^ o fco 
[0 0 8 4] 

010) o dOClfcti:, 1 2 ^llDNAH^T^f L££fc£^LT 

v^ 0 Sfcfc, *y=fS*V**-K7*:*';:*** V*^K8(M) 

aEftL**ofc 0 ZVZtfrb, £©^^*y:***l'*^K7*&Jfcffi**t 
^[N0+]^^^^^4«^ai^ttrv^v>c:fc*s?iM$^o *y 

ftjW*7C t > [N0+] ^©*t W#«tt*8 (X=C) KtmLX^ZZt $ *t 

[0 0 8 5] 

mums') su^n-M*®**)*** 1 '**-** (w)©wHWiow 

20 ^im-trMESjKW^ (0-05 M MES.0.1 M NaCK pH7) 25 , C' , ei2l$WRJfc 
[0 0 8 6] 
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[0 0 8 7] 

# 9 A I XTerra MSC18 (2. 1x150mm) 

^gjffi : A-0.1M TEAA/^y7T-> B=CH 3 CN, 10% to 20%/lOmin, 20% to 100%/ 
20min, linear gradient 
sftiS : 0. 3ml/min 
UV^e— 9 — : 254nm 

* oft*. * i; v * * F 6 tt £ *l * ©M« o T * £ < »k*T (Bl 
1). MAU)I-TOFMS^^ioT%m^m^^tL^^o^o 8 «> tf- * l± 

^) e - ^ Olb^% &MALDI-TOF MS K X «9 *B*tM8 (X=C) fc H C^f*"C * »K 4 
CB/fffcYPDB*«r«WU 0.1 M Tris, 0.1 M NaCl, 14 mM MgC 
1 2 , 3 7EO HJ:oTC.A i Ctl&l:l0:5OJ»«r^*:£fc*fe, 5fc&fc*^ 
)iW*f-bW*i£fcM»*^ (B12) o (1-7 
fl.) * {iMALDI-TOF MSilJ^t' iSfct'J^^tf K8(X=C) £ |SJ C^* 

* o T2' -T** ^rv^'J * > * -SW * *° ~ 
**&jSLfco lot ^i;=rx^V*^-K9012»B«>aifeC (3'3d§^£>5# 

t (i/h'^^^^v^^i) a^sttfc (mi2) o 

[0 0 8 8] 

[0 0 8 9] 

1 : * F 
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27/ 



2 : ^ V * K 

) 

BB^iJ#-^3 Intia, g, cXtetfc^t : 12) o 

Bfll#*4 :nt*a, g, cXtttO-hn-»u»*»**-r : 12) o 

W&m^ 5 : * w**- K 

IB^iJIr^- 5 : nteu£^1~ (^^i&fi • 12) o 
[0 0 9 0] 

SEQUENCE LISTING 

<110> KYUSHU TLO 

<120> Thionucleoside-S-nitrosyl derivatives 
<130> P03-0049 

<140> 
<141> 

<160> 5 

<170> Patentln Ver. 2. 1 

<210> 1 
<211> 16 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic 
nucleotide 

<220> 

<221> modified base 
<222> 5 

<223> n represents thionucleotide derivative of C 
<400> 1 

ctttnttctc ctttct 



<210> 2 
<211> 16 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic 
nucleotide 

<220> 

<221> modified base 
<222> 5 

<223> n represents thionucleotide nitrosyl derivative of C 
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<400> 2 

ctttnttctc ctttct 



<210> 3 
<211> 16 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic 
nucleotide 

<220> 

<221> modified base 
<222> 12 

<223> n represents a, g, c or t 
<400> 3 

agaaaggaga anaaag 

<210> 4 
<211> 16 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic 



mSE# 2004-3031806 



nucleotide 



#® 2003-117569 



: 30/ 



<220> 

<221> modified base 
<222> 12 

<223> n represents nitrosyl derivative of a, g, c 
<400> 4 

agaaaggaga anaaag 



<210> 5 
<211> 16 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic 
nucleotide 

<220> 

<221> modified base 
<222> 12 

<223> n represents u 
<400> 5 

16 

agaaaggaga anaaag 
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[H!2 3 
[El 3] 
[114] 
[115] 
[HI 6] 

HPLC<7>££* * ^"t HI "C ab & o 
[B7] 

[08] 

[EI 9]. 

[HI 0] 

[HI 2] 
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1/ 



[mi] 

<9 



H 

t 

No 



N 



"On l 
R 1 H 



9> *} 



R 1 H 



[EI 2] 



0 H 

N— N 



T J. ♦ ..-N^-N. 



O 



[0 3 I 



TO0MSQ \f^'^ ^ OM ^ >< ioOH TBDMS6^ 

TBDMSO 1 * 3 M ! CO°l 

snap rvS 

TB0MS=tert-butyldimethyl5ilyl (S^Taros^N-acetylparudllaniine) TB DMS0L N-Sj^^Mj 

TBDMSO 4 



TBDMSO, 




TBDMSO 6 
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[H4] 



The peaks assigned by LC-MS (ESI-TOF) 



uv 


<0.5 hr (0 °C) 


1 


(254 nm) 




I 




L 











UV 
(254 nm) 




2{JTime (min) 



HPLC: 

Column: Cadenza CI 8, 2x50 mm 

Solvent: A, H 2 0; B, MeOH, 

%B, 60-100/ 5min linear gradient, then 

100% MeOH, 

Flow rate; 0.2 mL/min, 

UV: 254 nm. 



Time (min, 



[H5] 




s 

N^N*SlH 2 COOH 
2 

iTTCTCCTTTCT 3 * SNAP 



NO 



OTTCTCCTTTCT 3 * 



[06] 



HPLC Change 




Column: Nacalai tesque, COSMOSIL 
5C18-MS (4.6x250 mm); Solvent : A: 0.1 M 
TEAA Buffer, B: CH 3 CN, B: 10% to 30% /20 
min, 40% /30 min, linear gradient; Flow 
rate: 1 .0 ral/min; UV-monitor: 260 nm. 
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3/ 



7] 



Relative 


5 
4- 


pH 5 






intensity of 










DAF-ftaorescen 


3- 








ce 


2- 
1. 






pH7 













Relative 
ratio of 6 



PHS lC*5ft6£tio"C<0 0AK(diaaiaof luoroscein©) <D 
0.4 * PH7 lC*JJi SiSL^-CW DAF OSitS^ 
0.2 #OlW:ft*t, 
0 



SO KM) 150 200 250 Time (rain) 



ms] 



s ,NO 



s ' -TTTTnAr V 5 — CTTTO X__> 

3 '-GAAA OTTCTCCTTTCT 3 ' *" -GAAA OTTCTCCTTTCT 3 ' 



AAG AG GAAAG A S ' 9 X AAGAGGAAAGA 



ho 



[0 9] 




Column: Nocolol Icsque. COSMOS1L 5C18-MS (4.6x250 mm): Solvent: A; 0.IM TEAA Buffer, B: CH,CN. B: 10* 
I o 30% no min, 40% /30 rain, linear gradient; Flow rate: 1 .0 ml/min; UV -monitor: 260 nro. 



mSE# 2004-3031806 



#0 2003-117569 



5/E 



[Ull 2] 



dC 


dG 


dA 


dC 


dG 


dA 


dU 


dG 


dA 


dU 






dC 


dG 


dA 







8(x-c) ©fciA^i&ffi^ 

Column: XTerra MSC1B <2.1x150 mm); Solvcni: A: 0.1M 
TEAA BuffcT, B: CH,CN. B: 10% to 20% /I0 min, 20% lo 
!00%/20 min, linear gradient; Flow rale: 0.3 ml/rain; 
UV-moDiton 254 nra. 
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mm] 

Ubi] 

.NO 
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l/E 

#12 003-117569 

th m a a m « # 



^SlJ#-^- [800000035] 

1 . fl^B Q 2 0 0 0^10^180 

ft 3r rarai!MBrarinfEE$t«F6TB i o#i-s- 

5c * w&.&&m&&mmm%m 



mSE#-^ tBIE#2 0 0 4 - 3 0 3 1 8 0 6 



